phenol-H2SO4 method (Dubois et al. 1956 ) and sulfate by the benzidine method (Antono poulos 1962).
Electrophoresis. Electrophoresis on cellulose acetate membrane (Separax) was performed as described previously (Endo and Yosizawa 1975c ), in 0.1 M HCl (Wessler 1971 ) at 1 mA/cm for 2 hr and in formic acid-pyridine buffer (pH 3.0) (Mathews 1961 ) at 1 mA/cm for 20 min. Staining reagents used were AB-HCl, AB-EtOH, TB-HCl and TB-EtOH.
Micro-scale isolation of SOP from tissue. As an example of tissue, estrogen-treated rabbit uterus reported previously (Endo and Yosizawa 1968 ) was used. The scheme of an outline of the isolation procedures is shown as a flow diagram in Fig. 1 .
Step Partially purified acidic glycoconjugates were obtained by reprecipitation with ethanol, followed by the same treatments as above.
Step 4: Preparative electrophoresis of SOP. An aqueous solution (2%) of the partially purified acidic glycoconjugates was subjected to preparative electrophoresis on Separax in 0.1 M HCl at 1 mA/cm for 2 hr. After electrophoresis, the substances were located by staining with TB-EtOH or TB-HCl. The SGP-locating area of the Separax was cut into pieces. The pieces were washed with 0.2 M NH,OH in 80% ethanol to remove the dye, then SGP was extracted from the pieces with water as described previously (Endo and Yosizawa 1975b) , yielding purified SGP.
RESULTS AND DISCUSSION
Recoveries of standard SGP after Step 3 treatments.
Standard SGP was subjected to crude heparinase digestion or chondroitinase ABC digestion plus nitrous acid treatment as described in Step 3 or alternative
Step 3 in Experimental section. The recoveries of the constituents of the SGP are shown in Table 1 . Almost quantitative recovery of SGP was observed after these treatments. Standard SGP and the SGP recovered after these treatments were found to be identical on Separax electrophoretograms. Theoretically, sialogly copeptide, SGP and keratan sulfate are not degraded by these treatments among common acidic glycoconjugates. Recoveries of standard SGP after preparative electrophoresis.
Mobility of standard SGP on Separax electrophoresis in 0.1 M HCl at 1 mA/ cm for 2 hr is shown in Table 2 , together with those of other acidic glycoconjugates. No noticeable spot with AB-HCl and TB-HCl was observed on electrophoretograms of al-acid glycopeptide and hyaluronic acid, because these glycoconjugates were unstainable in 0.1 M HCl with these dyes, and dissolved into the medium during the staining and washing with this acid. On the other hand, sulfated glycoconjugates were stained metachromatically with TB-HCl and TB-EtOH, while al-acid glycopeptide and hyaluronic acid were faintly stained orthochromatically with TBEtOH. All the glycoconjugates examined were stained with AB-EtOH. It should be noted therefore that non-sulfated acidic glycoconjugates and sulfated glycoconjugates were discriminable by the staining with AB-HCl or TB-HCl and AB-EtOH or TB-EtOH. Mobilities of acidic glycoconjugates in 0.1 M HCl were proportional to their sulfate contents as reported by Wessler (1971) . These data indicate that SGP is separable from other acidic glycoconjugates remained after the Step 3 treatments. After preparative electrophoresis, the substances were located by staining with TB-HCl or TB-EtOH, and SGP was recovered from Separax as described in Step 4 in Experimental section. The recoveries of standard SGP after staining with TBHCl and TB-EtOH were 78% and 85%, respectively. The data showed that staining in 0.1 M HCl and washing with this acid lost a considerable quantity of SGP. Recovery of SGP after staining with TB-EtOH was comparable to that (87 %) of keratan sulfate (Endo and Yosizawa 1975b ).
Micro-scale isolation of SGP from tissue
Uterus obtained from estrogen-treated rabbit was subjected to the method for micro-scale isolation of SGP from tissue as described in Experimental section. The results are shown in Table 3 and Fig. 2 (Fig. 2) . The results indicate that the present method for micro-scale isolation of SGP from tissue is applicable to various other tissues to determine a small quantity of SGP. 2, product of Step 2 (crude acidic glycoconjugates); 3, product of Step 3 (partially purified acidic glycoconjugates); 4, product of Step 4 (purified SGP); SGP, standard SGP; Chs, chondroitin sulfate C; HA, hyaluronic acid.
